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Isolation of microsatellite in Diospyros kaki by magnetic beads
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Abstract: [Objective] Isolating microsatellite markers of persimmon is important for germplasm re-
sources,the classification and evolution of persimmon’s genetic study. [Method) Genomic DNA of Diospy-
ros kaki cv Mopanshi was extracted and digested with restriction enzyme EcoR | and Mes [ . Adapters were
ligated to the end of restriction fragments. Ligated products were amplified by PCR with primers comple-
mentary to adapters. The PCR products were hybridized with biotin-labelled Oligo (GA),;; and (AC);
probes,hybridized complex was fished by magnetic beads coated with streptavidin. Then selected fragments
were amplified by using adapter specific primers and clonedinto pGEM-T vectors and transformed into E.
coli hosts, SSR enriched genomic DNA library was constructed. 96 clones were selected by colony-PCR
method and then sequenced. [Result) 24 distinct microsatellite loci were detected. Of these sequences, 9
(37.5%) were perfect repeat motif,7 (29.2%) imperfect and 8 (33.3%) compound repeat motifs. (GA),
motif was the most common repeat. PCR primers were designed for 21 loci. GenBank Accession Number
was EF567396 —EF567416. [Conclusion) 14 of the primer pairs were characterized with polymorphism by
this simple and effective method,and could be used for genetic studies on Diospyros spp.
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Fig. 1 Screening of positive clones by PCR of persimmon genomic DNA,electrophoresis of agarose gel

M. Marker;1—8. White clone; +. Positive control; —. Negative control
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Fig. 2 Typical microsatellite (GA), repeat sequence in Diospyros kaki cv Mopanshi
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Table 1 Character of microsatellite sequences from an enriched library in Diospyros kaki
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mDPO1 (GA) 2 P mDP13 (TG 17 P
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Fig. 3 Polymorphism of primer pair mDP13 on 6 persimmon genotypes

1. Mopanshi; 2. Luzhoufu; 3. D. eathayensis;4. Jianshi; 5. D. olei fera;6. D. glauei folia; M. Marker (10-bp DNA Ladder)
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